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摘  要 








癌细胞株 PC-3。用 MSP（甲基化特异性 PCR）方法检测 5-氮杂-2′-脱氧胞苷作
用前后三种细胞的 E_cadherin 基因启动子 CpG 岛的甲基化情况；用 RT-PCR 方法
检测 5-氮杂-2′-脱氧胞苷作用前后这三种细胞的 E_cadherin mRNA 转录情况；
再用 Western blot 技术检测相应的 E_cadherin 蛋白水平上的表达。比较各组细




1. MSP 结果显示：正常人前列腺上皮细胞 RWPE-1 呈甲基化阴性，非甲基化强阳
性；LnCaP 细胞的甲基化及非甲基化均呈阳性；PC-3 细胞呈甲基化强阳性，




2. RT-PCR 结果显示：E_cadherin mRNA 水平存在差异，在正常人前列腺上皮细
胞表达水平 高，且随着药物作用浓度的增加和作用时间的延长，其 mRNA















长而逐渐增强，其中又以 PC-3 细胞中增强 为明显。 
3. Western blot结果显示：E_cadherin 蛋白表达情况与mRNA表达结果相一致。
正常人前列腺上皮细胞随着药物浓度的增加和作用时间的延长，E_cadherin




袭性明显高于 LnCaP 细胞。分别加入浓度为 10µmol/L 的 5-氮杂-2′-脱氧胞






并促进 E_cadherin 的表达。 
3. 5-氮杂-2′-脱氧胞苷可降低激素非依赖性前列腺癌细胞的侵袭性。 
















To investigate the expression and methylation of E_cadherin in hormone 
independent prostate cancer (HIPC) cells by experiment.  To explore the influence 
and significance of DNA methyltransferase inhibitor 5-Aza-2′-deoxycytidine 
(5-Aza-CdR) on hormone independent prostate cancer (HIPC) cells.  
METHODS： 
The cells was divided into three groups: (1) normal control: normal human 
prostate epithelial cell line RWPE-1; (2) control group: hormone dependent prostate 
cancer cell line LNCaP; (3) experimental group: hormone independent prostate cancer 
cell lines PC-3. The human prostate cancer cells and human prostate epithelial cells 
were bought from the domestic big cell banks, and were established into the cell lines 
separately.  
To investigate the methylation of the there cells before and after the treatment of 
5-Aza-CdR by methylation-spectific PCR(MSP) methods.To investigate the mRNA 
expression of E_cadherin in the there cells before and after the treatment of 
5-Aza-CdR by reverse transcription polymerase chain reaction (RT-PCR).To 
investigate the protein expression of E_cadherin in the there cells before and after the 
treatment of 5-Aza-CdR by western blot.We compare the expressions of the 
E_cadherin in three groups, and observe the correlation between the _cadherin protein 
and mRNA. All the results were anlysised by statistics.To investigate the change of 
invasive ability by transwell cabin. 
RESOULTS： 
1.The results by MSP：Before the treatment of 5-Aza-CdR，E_cadherin 
methylation was negative and unmethylation was positive on Rwpe-1 cell；On Lncap 
cell，E_cadherin methylation and unmethylation were all positive；On PC-3 cell, 
E_cadherin methylation was strong positive and unmethylation was negative. After 
the treatment of 5-Aza-CdR in 10.0µmol/L about 72 hours，E_cadherin methylation 
and unmethylation keep unchange on Rwpe-1 cell；On Lncap cell, E_cadherin 














methylation was obvious weaken positive and unmethylation was obvious strengthen. 
2. The results by RT-PCR：Before the treatment of 5-Aza-CdR，the expression 
of E_cadherin mRNA level was the highest in Rwpe-1 cell line of all, higher in Lncap 
cell line, and it can’t be detected in PC-3 cell line. After the treatment of 5-Aza-CdR，
as the concentration increased (0, 2.5, 5.0, 10.0µmol/L)and the time extended（0h、
24h、48h、72h），The E_cadherin mENA level in Rwpe-1 wasn，t changed，Lncap 
and PC-3 cell lines was statistically higher. And PC-3 cell is glow higer than Lncap 
cell. 
3. The results by Western blot：Before the treatment of 5-Aza-CdR，the 
expression of E_cadherin protein level was the highest in Rwpe-1 cell line of all, 
higher in Lncap cell line, and it can’t be detected in PC-3 cell line. After the treatment 
of 5-Aza-CdR，as the concentration increased(0, 2.5, 5.0, 10.0µmol/L)and the time 
extended（0h、24h、48h、72h），the E_cadherin protein level in Rwpe-1 wasn，t 
changed，Lncap and PC-3 cell lines was statistically higher. And PC-3 cell is glow 
higer than Lncap cell. 
4. The results by Invasion experiment：The Rwpe-1 cells hasn,t invasion before 
and after the treatment of 5-Aza-CdR，and the invasion ability of PC-3 cells was 
higher than Lncap cells. After the treatment of 5-Aza-CdR in 10.0µmol/Labout 72 
hours，the invasion ability of Lncap cells decreased，and the ability of PC-3 cells was 
decreased much more.  
CONCLUSION： 
1.The methylation of E_cadherin was evident in hormone independent prostate 
cancer，and the expression of E_cadherin was absence. 
2.5-Aza-2’ -deoxycytidine can degrade the methylation of E_cadherin，and 
promote the expression of E_cadherin. 
3.5-Aza-2’ -deoxycytidine can cut down the invasion of hormone independent 
prostate cancer. 
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是胞苷类似物：主要为 5- 氮胞苷及5-氮杂-2′-脱氧胞苷，它们能与 DNA甲基
化酶共价结合，降低酶的生物活性，激活被甲基化失活的基因。5-氮杂-2′-脱








膀胱癌等体外培养的细胞株中, 5－Aza－CdR 也可以有效逆转E－cadherin 、Rb 







































皮细胞 RWPE-1，购自中南大学湘雅中心实验室。以上细胞均从美国 ATCC 引进。 
1.2 主要试剂和药品 
试剂或药品 厂家或品牌 
优级胎牛血清（FBS）                 Bioind 
Keratinocyte-SFM Kit 培养基        美国 Invitrogen（GIBCO）公司 
Ham's F12 培养基                    美国 HyClone 公司 
青霉链霉素混合液                    北京索莱宝 
胰蛋白酶-EDTA 消化液(0.25%)         北京索莱宝 
1*PBS 细胞培养 PH7.2-7.4            北京索莱宝 
DMSO Biomol 细胞培养级              Biomol 
5-Aza-2′-deoxycytidine             Sigma 
动物组织基因组提取试剂盒            北京康为世纪 
CpGenome Fast DNA Modification Kit  Millipore 
E_cadherin                          Epitomics 
引物                                invitrogen 合成 
PCR TaqMix                        广州东盛生物科技有限公司 
琼脂糖                              上海 GENE TECH 公司 
DNA Maker 1                      广州东盛生物科技有限公司 
First Strand cDNA Synthesis Kit(20) Fermentas 
6×Loading Buffer（上样缓冲液）     广州东盛生物科技有限公司 
RIPA 裂解液                         美国 Applygen 公司 
PMSF                                美国 Amresco 公司 
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